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R vector pGBT30 (Jagura-Burdzy et al., 1991) , based on the pMB1 replicon with lacI Q and tacp was used. The appropriate restriction fragments of pGBT30 derivatives with the orf/orfs of interest and all upstream control elements were recloned either into a broad-host-range Sm R IncQ-based replicon pGBT400 (Jagura-Burdzy et al., 1999) .
The EcoRI site was used to fuse in-frame egfp cassette from pGEM-T Easy-egfp with the 5′-end of parB and parBΔ121-183. The plasmid for ParBΔ121-183 purification (pABB230) was constructed by inserting the mutated parBΔ121-183 allele as an EcoRI-SalI fragment into a derivative of pET28a Km R [ (Studier & Moffatt, 1986) , Novagen] modified with the help of the synthetic oligomer so that a His 6 -tag and thrombin cleavage site precede the EcoRI site almost directly (Lukaszewicz et al., 2002) . To introduce mutations into the P. aeruginosa chromosome the suicide plasmid pAKE600 was exploited (El-Sayed et al., 2001 
Purification of His 6 -tailed polypeptides
Exponentially growing E. coli BL21(DE3) strains with pET28mod derivatives were induced with 0.5 mM IPTG at a cell density of approximately 2×10 8 c. f. u. ml −1 , and grown for an additional 3-4 h with shaking at 37 °C. The cells were harvested by centrifugation and sonicated. Overproduced His-tagged proteins were purified as recommended for soluble native proteins by Qiagen on Ni-agarose columns with an imidazole gradient in phosphate buffer at pH 6.0. The purification procedure was monitored by SDS-PAGE using a Pharmacia PHAST gel system.
Introduction of par mutant alleles into P. aeruginosa PAO1161
The donor [E. coli S17-1 with pAKE600 suicide vector derivatives (El-Sayed et al.,
2001)] and recipient strain (PAO1161Rif R ) were mixed in ratio 1:1 or 1:2 and plated out on L agar plates and incubated at 37 °C overnight. colonies were analysed by PCR (using chromosomal DNA as a template) to determine whether allele exchange had occurred. To confirm the presence of mutations in the parB in the PAO1161Rif R backbone, protein extracts of the mutant strains were also analysed by Western blotting with anti-ParB antibodies, prepared as described previously (Bartosik et al., 2004) .
